MO) in PBS. The complexes were left to form for 1 hr, but those made for 3 hr and those stored at 4C for 1 day to 3 weeks were also checked by immunostaining in a few cases. Free secondary antibody binding sites remaining were aimed to be saturated by adding a mixture of normal mouse and rat sera (1:1) in 1% concentration to the complexes for the last 20 mm of their formation.
After the fixation and washing in PBS three times for 5 mm, the 5cc- give optimal staining in the complexes. In these cases, the incubation lasted for 1 hr with the primary and for 30 mm with the secondary antibody. As a negative control, reactions were made as described above, involving the following modifications:
(a) the specific primary immunglobulins were substituted with the normal serum used to dilute the immunoreagents, or with non-immune sera of the same animal species which provided the primary antibodies in both the two-step and the one-step method. The protein concentration of these solutions was chosen to be that found optimal in the complexes. (b) The primary antibodies were interchanged in both the one-step and two-step stainings.
(c) The immunological cornplexes in all combinations were also applied without the saturation step with mouse/rat serum. (d)The M1-8-specific complex in the optimal dilutions of its constituents was simultaneously used with a complex consisting of normal mouse serum and AP-anti-mouse 1g.
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Results
For one-step immunostaining ofsingle antigens, the strongest reaction without background staining was achieved by using the 30fold dilution ofMl-8 complexed with P0-anti-rat Ig in 1:50 concentration, or when the 10-fold dilution ofmouse anti-Ia MAb was combined with AP-anti-mouse Ig in 1:30 concentration ( Figure  1) . These reactions and dilutions of constituents of the complexes are considered as optimal under the conditions studied in this work.
The staining pattern of the reactions was the same in the Ia antigen detection and similar in the M1-8 reaction, whether either the two-step or one-step method was used.
Simultaneous application of the two kinds of molecular cornplexes in their optimal form resulted in characteristic staining in the lymph node section, which appeared as overlapping ofthe two labelings made separately with the same immune complexes (Figure 2) . Both the M1-8 and Ia reactions were found paracortically in the slightly elongated IDC.
In the two-step reaction for M1-8, cell surface staining of some small lymphocytes also occurred in the paracortex, in addition to the specific reaction. This could be eliminated by pre-treatment with 1% normal mouse serum, or by using the one-step method.
When normal sheep serum was used with AP-anti-mouse 1g. the cell surface staining ofB-lymphocytes indicated the binding of secondary antibody to the tissue Ig ( Figure  3 ). The complex of normal mouse serum with AP-anti-mouse Ig did not react with the tissue.
Interchanging of the primary antibodies resulted in a weak reaction when rat M1-8 was complexed with AP-anti-mouse Ig, but the section remained unreactive after treatment with a mixture of mouse anti-Ia Ig and P0-anti-rat 1g. The use of M1-8 above the 
